Supplementary data

Supplementary Table 1: Strains used in this study
Heterozygous and homozygous deletion strains were obtained from the EUROSCARF deletion collection (http://web.unifrankfurt.de/fb15/mikro/euroscarf). Except MEX67+/mex67-5 strains, all strains are isogenic to S288C and were obtained by homologous recombination and/or successive crosses. The ulp1-∆N strain (which encodes a mutant Ulp1 protein with an internal replacement of aminoacids 172 to 340 with a 6 HA tag) was obtained by homologous recombination at the ULP1 locus as described (52) except that the pOM12 template (lox-URA3-lox-6HA) was used.
Strain
* Obtained by crosses.
Supplementary Table 2: Plasmids used in this study
for bacterial protein production This study h a. Original TRP1 marker was swapped by homologous recombination with a disruption fragment from pTL7. b. A XhoI-SalI fragment encompassing YRA1 CDS (including its intron) was amplified from YCpLac111-YRA1gen and subcloned in YCpLac22-Yra1-5'-HA-3'. TRP1 marker was swapped into HIS3 by homologous recombination in yeast with a disruption fragment from pTH4. c. An artificial fragment encompassing YRA1 CDS (including its intron) with all Lys codons mutated to Arg codons was synthesized by ATG-Biosynthetics. d. A XhoI-SalI fragment from pUC57-yra1-K1-22R carrying yra1 K1-22R mutations was subcloned in YCpLac22-Yra1-5'-HA-3'. TRP1 marker was swapped into HIS3 by homologous recombination in yeast with a disruption fragment from pTH4. e. The GAL1promoter-LacZ or GAL1promoter-RP51A*intron-LacZ cassettes were amplified by PCR from pLGS-D5 or pJCR51, respectively, and subcloned at the HindIII site of pRS426 or pRS316 by In-Fusion (Clontech). f.
The GAL1 promoter (+ATG) and the LacZ coding sequence were independently amplified by PCR from pJCR51. Intronic sequences were amplified by PCR from BY4742 genomic DNA. The three fragments were fused and subcloned at the HindIII site of pRS426 by In-Fusion (Clontech). g. GAL1 promoter (+ATG) or GAL1 promoter (+ATG)-RP51A*intron encompassing fragments were amplified by PCR from pLGS-D5 or pJCR51, respectively. The YAT1 coding sequence (-ATG) was amplified by PCR from pSCh247. The two fragments were fused and subcloned at the HindIII site of pRS316 by In-Fusion (Clontech). h. The coding sequence for mature Smt3 was amplified from yeast genomic DNA and further cloned in pET15b (Novagen). The obtained construct allowed to produce in bacteria a His-tagged version of Smt3 that was further purified and used for rabbit immunization.
All plasmids were checked by sequencing.
Supplementary Table 3: Primers used in this study
* Note that these YAT1-specific primers also amplify the genomic copy of YAT1 ; however, this version of YAT1 is ∼500 times less expressed that its plasmid-borne counterpart in our growth conditions and therefore, does not account for the changes in expression observed in mutant situations. Supplementary Figure 1 -LacZ reporters allow to discriminate between distinct mRNA biogenesis/export defects in nuclear pore mutants.
Supplementary References
A, The ratios of β-gal activities obtained from the "leakage" or "splicing" reporters normalized to the ones obtained from their intronless counterpart are well characterized in wt cells.
B, An increase in the "leakage" ratio without change of the "splicing" ratio in the mlp1∆ and pml39∆ mutants reveals a function for the corresponding proteins in pre-mRNA retention.
C, The increase of both "leakage" and "splicing" ratios is a signature of THO, ulp1 and Nup84 complex mutants which have a lower impact on the expression of intron-containing reporters, regardless of the frame of the intron, than on their intronless counterpart.
D, An increased "leakage" ratio in association with a decreased "splicing" ratio is typical of mutants affected at the splicing stage, as previously reported (20,26). A, B, β-gal activities (A) and LacZ mRNA levels (B) from intronless and "splicing" reporters were measured in wt cells treated or not with mycophenolic acid (MPA, 100 µg/mL for 5 h) or in mft1Δ cells. Raw data (top panels) and data normalized to intronless (bottom panels) are indicated. Fold decreases relative to wt are indicated by numbers.
Supplementary
C, The amount of intronless, "splicing" or "leakage" LacZ reporter 2µ-plasmids were quantified in wt and mutant cells by qPCR (normalized to 25S rDNA ; mean ± SD; n=3) using LacZ-5'primers (see Supplementary Table 3) ; similar results were obtained with LacZ-3' primers (our unpublished data).
Values were set to 1 for wt cells with the intronless reporter. Note that THO and ulp1 mutants exhibit decreased and increased levels of 2µ-plasmids, respectively, in agreement with published reports (41,49) ; however, the three reporters plasmids are similarly affected for each mutant.
